A review of data collected at this hospital suggested that iron deficiency was a common finding in patients with chronic lymphocytic leukaemia (CLL) and nonHodgkin's lymphoma (NHL). To assess the possible contribution of lymphoid infiltration of the gastrointestinal mucosa to occult blood loss or malabsorption of iron, we applied the immunogold-silver staining (IGSS) technique to gastric, duodenal, and rectal biopsy specimens. To distinguish benign from malignant B cell lymphoid infiltrates it is necessary to show that the constituent cells are monotypic. Up to 20% of normal mucosal biopsy specimens from the small intestine may contain lymphoid follicles in the lamina propria, whereas at the epithelial surface lymphocytes account for 30% of the nucleated cells.'
Lymphoid aggregates are also common in all stages of inflammatory bowel disease, and should express both K and A surface immunoglobulin whereas malignant aggregates should express only one or other light chain. For the examination of surface immunoglobulin (slg), peroxidase-antiperoxidase sequences cannot readily be'applied to paraffin sections and therefore frozen sections have been used.2 Any study using biopsy material obtained via an endoscope or sigmoidoscope is hampered by the inevitaAccepted for publication 5 February 1987 ble small size of the specimens, which makes the use of frozen sections, and the consequent loss of morphological detail, unsatisfactory. Accordingly, an IGSS method, known to show sIg in CLL, was applied.
Material and methods
Twenty patients (12 men, eight women) aged between 39 and 77 years were studied. There were 18 cases of CLL and two of non-Hodgkin's lymphoma. Applying the prognostic staging system of the International Workshop on CLL,3 there were seven cases of stage A CLL, seven stage B, and four stage C cases. Of the patients with non-Hodgkin's lymphoma, one had generalised low grade lymphoma of the centrocytic type, while the other had a high grade tumour apparently localised to the left tibia. None of the patients had any evidence of gastrointestinal disease before being investigated. In all cases subsequently shown to have gastrointestinal infiltration surface marker studies on peripheral lymphocytes confirmed that the patients had B cell neoplasms.
SPECIMENS
Endoscopy was performed and multiple gastric and duodenal biopsy specimens were taken using standard endoscopic biopsy forceps. Sigmoidoscopy was performed without prior bowel preparation and two Malignant B cell infiltration of gastrointestinal tract rectal biopsy specimens taken from the posterior wall. Fully informed consent was obtained from all patients before these procedures.
FIXATION AND PROCESSING
All specimens were placed immediately in 5% formol acetic acid (5% glacial acetic acid in 10% aqueous formalin) which has been shown to enhance the response to immunohistological procedures.4 The specimens were fixed for 48 hours, dehydrated, and taken to paraffin wax. Sections were cut at 2 um thickness, and after rehydration the following immunogold-silver staining technique was applied.
IMMUNOGOLD-SILVER STAINING TECHNIQUE
The staining sequence adopted was a standard one using the Janssen system (Janssen Pharmaceutica Life Sciences Products, B-2340 Beerse, Belgium), which has been previously reported from this department.5
Lugol's iodine was applied for five minutes and then cleared with 2 5% sodium thiosulphate solution. The sections were treated with 0 1% trypsin in Tris buffered saline (TBS) for five minutes and after washing in TBS overlaid with normal (non-immune) swine serum diluted 1/5 in TBS for five minutes. The primary antiserum (rabbit antihuman K or A light chain) was applied at a dilution of 1 normality that may result from the gastrointestinal infiltration noted in this study. Iron deficiency, measured by absent or reduced marrow iron stores or a low serum ferritin, was present in 10 patients: five of these had gastrointestinal disease. Faecal occult blood samples, however, were only positive in two cases, although a further three patients without apparent gastrointestinal lesions had evidence of blood loss (table 3) . This lack of correlation may suggest that the infiltration is patchy and not picked up in every case. We are, however, investigating the possibility that malabsorption, as well as occult bleeding, may contribute to the iron deficiency.
